The PKC family of hospholipid-dependent serine/ threonine protein kinases pla a funlamental role in cellular responses to a range of n binding of Ca2' and DAG, PKC is translocated to the membrane Phorbol esters (e.g. TPA) mimic the activation ef ! ect s of DAG but cause sustained association of PKC with the membrane leadin to down-regulation of PKC over a 24-48 hour period [2] . %he mechanism of down-regulation remains to be hlly defined.
f he GFP coding sequence was removed from pRSGFP-C1 (Clontech) and cloned into the thiamine-repressible pREP41 vector [6] for expression in S. pombe. After transformation by electroporation, S. pomhe were cultured as described [7] for FACS anal sis and fluorescence microscopy. In-frame fusion of the PKC-y Zagment with GFP was achieved by ligation of the fragments with an octamer bridging the space between the incompatible restriction sites although as yet, this chimeric construct has not been assessed. Initially, we have studied the expression of RSGFF' in fission yeast by fluorescence microscopy. A weak fluorescent signal was observed throughout the cell, albeit at a higher level than was seen for cells in which expression had been repressed by thiamine. To uantify the level of expression of RSGFP, flow c ometry using a f ! oul t er @ EPICS" system was erformed. Tcee distinct populations of cells were evident anlare contained within boxes A, B and C (Figure 1 ). In the absence of RSGFP (with thiamine), the majority of cells are within box B. Expression of RSGFP produces an increase in cells in both other defined areas; 34% of cells are in box A (compared with 0.4% in cells not expressing RSGFP) ( Table  1) . The small size suggests that this population represents cell debris. An increase in lar er cells (box C) is also noted. Of more interest to this study, the horescence intensity of the cells has increased demonstrating that RSGFP is expressed. However, the increased expression appears to be in a subset of the cells defined as area F (1 0% of cells with RSGFP compared with 2% without) and not of very high intensity (producing a shoulder in graph 3B). RSGFP is seen to be expressed in a subset of cells but the level of expression gives a fluorescent intensity which is insufficient to perform the experiments in this study. For example, screening of indiwdual colorues for fluorescence is not feasible, given the low level and variable expression. Two approaches will be followed to increase GFP expression. A GFP construct which is known to express in S. omhe has been obtained [8] which will be used in the screen. FA& will also be utilized to enrich for cells expressing bright fluorescence, permitting the study of PKC localization during the down-regulation process.
